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Regulation of Lymphokine Production and Human T Lymphocyte Activation
by 1,25-Dihydroxyvitamin D3
Specific Inhibition at the Level of Messenger RNA
William F. C. Rigby,** Sylvia Denome,t and Michael W. Fanger**
*Departments of Medicine and tMicrobiology, Dartmouth Medical School, Hanover, New Hampshire 03756

Abstract
The steroid hormone, la,25-dihydroxyvitamin D3 (calcitriol),
has been shown to inhibit T cell proliferation, primarily through
inhibition of interleukin 2 (IL-2) production. In these experiments, we show that calcitriol also markedly inhibited production
of the lymphokine, gamma interferon (IFN-y), by activated human T lymphocytes. Regulation of both IL-2 and IFN-y production as well as transferrin receptor (TfR) expression by calcitriol was apparent at the messenger RNA (mRNA) level as
determined by Northern blotting. The decrease in IL-2 and IFN'y mRNA that occurred with calcitriol treatment was coordinate
and not apparent up to 12 h after phytohemagglutinin stimulation,
whereas decreased accumulation of TfR mRNA was not present
before 24-36 h. Furthermore, the effects of calcitriol on IL-2,
IFN-'y, and TfR mRNA accumulation were specific; actin mRNA
accumulation was comparable between control and treated cells.
These data indicate that calcitriol regulated proteins associated
with T cell activation at the transcriptional level and that these
effects were mediated in a specific, coordinate fashion.

Introduction
Recent studies have suggested that la,25-dihydroxyvitamin D3
(calcitriol) can modulate lymphocyte growth and function (13). Awareness of this immunoregulatory activity of calcitriol
was prompted by studies of vitamin D metabolism as well as
the demonstration of specific receptors for vitamin D in monocytes and activated lymphocytes (4, 5). Human pulmonary alveolar macrophages from patients suffering from sarcoidosis have
been shown capable of la-hydroxylation, which converts 25hydroxyvitamin D3 to calcitriol by a metabolic process distinct
in its regulation from classical renal metabolism of vitamin D
(6). Local production of calcitriol by macrophages may be sufficient to cause systemic effects even in the absence of renal
production of calcitriol (7, 8). Moreover, normal human monocytes and macrophages can be induced by gamma interferon
(IFN-7y)' or lipopolysaccharide (LPS) to exhibit I a-hydroxylase
activity (9). These findings, coupled with the discovery of vitamin
D receptors in monocytes and activated, but not resting, T and
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B cells suggested that calcitriol may be a macrophage-derived
product with immunomodulatory activity. Studies examining
this activity have revealed that calcitriol is a potent inhibitor of
T cell proliferation and immunoglobulin production (1-3). The
antiproliferative action ofcalcitriol specifically blocks transition
of T cells from early GI (GIA) to late GI (GIB) as well as their
acquisition of transferrin receptors (TfR), and appears to be primarily mediated through inhibition of interleukin 2 (IL-2) production (1, 10). The ability of vitamin D metabolites to mediate
this activity correlates with the affinity with which they are bound
by vitamin D receptors (1-3). In the studies described in this
report, we present evidence that calcitriol has an additional profound effect on immune reactivity by blocking IFN-'y production
by lectin-activated T cells. Furthermore, we have determined
that the induction of IL-2 and IFN-y production as well as TfR
expression that accompanies T cell activation is specifically inhibited by calcitriol at the level of mRNA.

Methods
Cell preparation and culture. Peripheral blood mononuclear cells (PBMC)
from normal donors were isolated by Ficoll-Hypaque density centrifugation, cultured at 2 X 106/ml in RPMI 1640 medium that was supplemented with 8% fetal calf serum (FCS) (both Hazelton Research Products,
Denver, PA), and stimulated with I ,ug/ml phytohemagglutinin (PHA)
(Wellcome Reagent Ltd., Beckenham, England) in the absence or presence of calcitriol (the generous gift of Dr. Milan Uskokovic, HoffmanLaRoche Inc., Nutley, NJ) or 25-hydroxyvitamin D3 (Upjohn Co., Kalamazoo, MI). Control cultures contained equivalent concentrations of
ethanol that never exceeded 0.01%. In RNA isolation experiments, PBMC
obtained by cytophoresis of normal volunteers were isolated and partially
depleted of monocytes by rotation in polypropylene tubes at 8 rpm for
I h at 4VC to induce monocyte clumping. This cell suspension was then
layered on ice cold FCS and clumped monocytes separated from lymphocytes by sedimentation for 20 min at 4VC. The lymphocytes obtained
were 70-80%o T3 positive as determined by flow cytometry. Cells were
cultured at 4 X 106/ml in RPMI 1640 with 8% FCS in the absence or
presence of 10 nM calcitriol and stimulated with I Ag/ml PHA alone or
in combination with 10 ng/ml phorbol myristic acetate (PMA) (Sigma
Chemical Co., St. Louis, MO).
Assay of IFN-y production. Supernatants were harvested and clarified
through centrifugation at 10,000 gand were frozen at -20'C until shortly
before assay. Supernatants were analyzed for the level of IFN-'y by solid
phase radioimmunoassay (RIA) (Centocor Corp., Malvern, PA) that utilized two murine monoclonal antibodies to different epitopes of biologically active IFN-'y. Antibody coupled to polystyrene beads was incubated
with culture supernatant, subsequently washed, and a second '25I-labeled
antibody was added to a different non-cross-reacting epitope of IFN-,y.
After washing, binding of the second antibody to beads was quantified
by using a gamma counter. Levels of IFN--y were then expressed as
reference units based on the values obtained with a standard that was
provided by the National Institutes of Health.
Measurement of IL-2, IFN--y, TJR, and actin mRNA levels. Total
RNA was extracted by a guanidinium isothiocyanate method with cesium
chloride gradient centrifugation (11). Poly(A)-RNA was selected by
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oligo(dT)-cellulose chromatography, then size fractionated by formaldehyde-agarose gel electrophoresis, transferred to a Biotrans nylon
membrane (ICN Radiochemicals, Div. ICN Biomedicals Inc., Irvine,
CA) in 20X saline plus 0.015 M sodium citrate, pH 7.0 (SSC), and
baked under vacuum at 80'C for 2 h. Filters were prehybridized overnight
at 42°C in 50% formamide, 0.8 M NaCl, 0.1 M PIPES, 0.1% Sarkosyl,
0.1I% Ficoll, 0.1% polyvinylpyrrolidone, 0.1% bovine serum albumin,
and salmon sperm DNA (200 ,g/ml). Hybridizations were performed
at 420C for 48 h in prehybridization mix that contained 10% dextran
sulfate and 1 X 106 cpm of 32P-labeled cDNA probes for IL-2 (12), IFN'y, or human actin (13) that had been nick-translated with 800 Ci/mmol
[32P]dCTP (Amersham Corp., Arlington Heights, IL) to a specific activity
of 1-2 X 108 dpm/,ug DNA. Filters were washed twice with 2X SSC that
contained 0.02% sodium pyrophosphate and 0.5% Sarkosyl at 20°C,
then washed four times with 0.1X SSC that contained 0.0 1% sodium
pyrophosphate and 0.5% Sarkosyl at 50°C. Blots were dried, and filters
exposed at -70°C to Kodak XAR film using one intensifying screen.
Sizes of mRNAs were estimated from the position of 28S (4.8 kilobase
[kb]) and 18S (2 kb) ribosomal RNA (rRNA) bands that were present
in the poly(A-RNA preparation. Similar data were observed in two other
experiments. For Northern blot analysis of the kinetics of calcitriol effect,
RNA was extracted at various time intervals (6-48 h after PHA stimulation) from PBMC of three or four different donors. Total cellular RNA
was then pooled and poly(A)-RNA was isolated as described above.
Northern blotting and hybridization with 32P-labeled IL-2 complementary
DNA (cDNA) were performed as described above. After hybridization,
blots were stripped of 32P-labeled probe by two incubations at 85-90°C
for 20-min each in 0. IX SSC that contained 0.01% sodium pyrophosphate
and 0.05% Sarkosyl. Blots were subsequently stripped and hybridized
with 32P-labeled IFN-y, TfR, and actin cDNA probes.

Table . Inhibition of IFN-,y Production
by Vitamin D Compounds*
IFN-7
Treatment

Donor I

Donor 2

Donor 3

U/mi

U/mi

U/mi

Ethanol

888

1,070

1,070

1,25-(OH)2-D3 (10-'0M)
1,25-(OH)2-D3 (10-9M)
1,25-(OH)2-D3 (10-8M)
1,25-(OH)2-D3 (10-7M)

680
365
205
210

945
545
165
165

1,017
722
260
ND

25-OH-D3 (10-8M)
25-OH-D3 (1Jt7M)
25-OH-D3 (1Y6M)

945
936
175

1,040
973
127

ND
ND
ND

+ Inhibition of IFN-'y production by vitamin D compounds. Human
PBMC stimulated with PHA were cultured (2 X 106 cells/ml) for 72 h
in the absence or presence of varied concentrations of calcitriol (1,25[OH]2-D3), 25-hydroxyvitamin D3 (25-OH-D3), or ethanol. Supernatants were then assayed for IFN-y by RIA. Data shown represent the
average of duplicate samples with a maximum range of < 10% among

replicates.

I L-2

Results
Effect of vitamin D compounds on IFN-,y production. The lymphokine IFN-y is produced by activated T cells in response to
mitogen or antigen and has a broad range Qf immunoregulatory
activity, including mapcrophage activation (14). Perhaps more
relevant has been the demonstration that IFN-'y can regulate
macrophage production of calcitriol (6, 9). Moreover, agents
that inhibit the production of IL-2 (glucocorticoids, cyclosporin
A) ( 15, 16) have been shown to also inhibit production of IFN-y (17, 18). We therefore examined the effect of calcitriol on
IFN-'y production by PBMC that were stimulated with PHA for
72 h (Table I). Calcitriol blocked IFN-'y production in a concentration-dependent fashion. Half-maximal suppression of immunoreactive IFN-'y production was observed at calcitriol concentrations of 1 nM, with maximal effect apparent at 10 nM
calcitriol. The observed dose-resporse curve is similar to that
reported with inhibition of IL-2 production (1, 10). As found in
previous work, 25-hydroxyvitamin D3, which binds the vitamin
D receptors 100-fold less avidly than calcitriol (19), was without
detectable activity until much higher concentrations (1 mM).
These findings demonstrate the specificity ofthis activity of calcitriol and suggest that this inhibition is dependent on ligand
binding to vitamin D receptors. We have confirmed these results
through bioassay by utilizing the inhibition of viral cytopathic
effect on human fibroblasts by IFN-'y (data not shown).
Northern blot analysis ofthe effect of calcitriol on T cell activation. To clarify the mechanism of action of calcitriol, we
examined its effect on the level of accumulation of mRNA for
IL-2 and IFN-y at 20 h after PHA stimulation by using Northern
blotting (Fig. 1). In RNA from PHA-stimulated cells, we observed
a 1.0-kb RNA species that hybridized with the 32P-labeled full
length IL-2 cDNA probe, which was consistent with the size of
1660
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Figure 1. Northern blot analysis of IL-2 and IFN-'y mRNA from
PBMC activated in the absence or presence of calcitriol. 10 ,g/lane
poly(A)-RNA from PBMC that had been cultured at 4 X 10'/ml in
the absence or presence of 10 nM calcitriol for 20 h after activation
with PHA alone or in combination with 10 ng/ml PMA, were sizefractionated and analyzed for the level of IL-2 and IFN--y mRNA by
using Northern blotting. Blots were overexposed to demonstrate larger
mRNA species.

IL-2 mRNA previously reported (20, 21). The amount of IL-2
mRNA in poly(A)-RNA from calcitriol-treated PBMC was
markedly decreased relative to control. Treatment of cells with
PHA and PMA resulted in a significant increase in the level of
detectable IL-2 mRNA, as previously shown (22). Nevertheless,
calcitriol treatment caused a significant reduction in the level of
IL-2 mRNA, which suggests that the addition of PMA to PHA
did not overcome the effects of calcitriol. This observation is
consistent with our previous finding that PMA addition to PHA
does not affect the antiproliferative activity of calcithiol (10).
Also, at least two species of larger mRNAs that hybridized with
the IL-2 probe were observed in poly(A)-RNA from cells activated with PHA and PBMC, which was consistent with the size
of precursor IL-2 mRNAs that have been previously reported
(21). The level of expression of each of these larger species of
IL-2 mRNA (perhaps representing precursors) was also reduced
by calcitriol treatment.
In companion experiments, a similar pattern of reduction
in IFN-'y mRNA accumulation by calcitriol was observed (Fig.
1). Northern blotting with a 32P-labeled IFN-'y cDNA and IFNy-L8-9 that contained 75% of the coding sequence of mature
IFN-y revealed a 1.4-kb band in poly(A)-selected RNA from
PHA-stimulated cultures that was augmented by the addition
of PMA. Under both sets of conditions (PHA without and with
PMA), calcitriol treatment of cells reduced the levels of detectable
IFN-y mRNA. In addition, two bands of larger mRNA (I 4.4
and 5.2 kb) that hybridized with 32P-labeled IFN-'y cDNA were
observed in each experiment, and also apparently increased in
response to PMA treatment. Calcitriol treatment reduced the
level of expression of these larger mRNA species as well. These
data demonstrate that accumulation of both mature and possibly
precursor forms of IL-2 and IFN-'y mRNA were reduced by
calcitriol treatment.
To determine if IL-2 is necessary for IFN-y production (23,
24) or if there is coordinate regulation of the expression of these
genes (25, 26), we examined the kinetics of the effect of calcitriol
on the levels of IL-2 and IFN-'y mRNA in lectin-stimulated cells
(Figs. 2 and 3). In this experiment, the level of IL-2 mRNA
accumulation was observed to be maximal at 6 h. The level of
IL-2 mRNA decreased at 12 h, and slightly increased at 24 h.
Calcitriol treatment did not affect the level df accumulation of
IL-2 mRNA until 24 h, at which point a progressive reduction
in IL-2 mRNA relative to controls was observed. Interestingly,
at 6 h, calcitriol slightly but consistently augmented the level of
IL-2 mRNA relative to controls, while at 12 h equivalent levels
of IL-2 mRNA were observed. Similarly, no significant inhibitory
effect of calcitriol on IFN-y mRNA accumulation was observed
before 24 h, after which calcitriol caused a progressive reduction
in the levels of IFN-y mRNA. As found with IL-2 mRNA, calcitriol treatment appeared to effect a slight increase in the level
of IFN-'y mRNA relative to controls at 6 h, whereas a slight
decrease in IFN-'y mRNA first became apparent at 12 h. In a
second experiment (Fig. 4), this biphasic pattern of induction
of IL-2 and IFN-,y was more evident, with decreased IL-2 and
IFN-'y mRNA accumulation at 12 h relative to that seen at 6
and 24 h. Nevertheless, in each experiment, the inhibition of
IL-2 and IFN-y mRNA accumulation observed with calcitriol
treatment was not apparent until 12-24 h.
Induction of TfR gene transcription by T lymphocytes has
been shown to follow that of IL-2 and IFN-'y (25), and has been
demonstrated to be dependent on IL-2 interacting with its receptor (27). In previous work we have observed that calcitriol
-
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Figure 2. Northern blot analysis of the kinetics of IL-2, IFN-y, and
TfR mRNA induction and its inhibition by calcitriol. PBMC from
three donors were cultured in the absence (-) or presence (+) of calcitriol (10 nM), and RNA was extracted at various time intervals (6-48
h after PHA addition). Total cellular RNA for each time point and
treatment was pooled and poly(A)-RNA was isolated by oligo(dT)-cellulose chromatography. Northern blotting (5 ,g poly[A]-RNA/lane)
and hybridization with 32P-labeled IL-2 cDNA were performed as described in Fig. 1. After hybridization and autoradiography with IL-2
cDNA, blots were stripped and subsequently rehybridized with 32P-labeled IFN-y, TfR, and actin cDNA probes. Blots were overexposed
for sake of photography.

inhibited TfR expression on activated T cells, whereas IL-2 receptors were unaffected (10). We therefore examined the effect
of calcitriol on the kinetics of TfR mRNA accumulation in activated T cells by using the TfR cDNA pcD-TRl (Figs. 2-4)
(28). We observed that peak TfR mRNA accumulation occurred
much later than with IL-2 or IFN-'y (24-36 h after PHA stimulation). No reduction in TfR mRNA accumulation by calcitriol
was observed before 24 h, with inhibition becoming marked by
IL-2

Figure 3. Time course of IL-2,
IFN--y, TfR, and actin mRNA accumulation and its inhibition by
calcitriol. Autoradiograms demonstrated in Fig. 2 were quantified by
densitometry, and relative absorbance was plotted as a function of
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Figur e 4. Northern blot analysis of the kinetics of IL-2, IFN-,y, and

TfR nnRNA induction and its inhibition by calcitriol. PBMC from
four dlonors were cultured and poly(A)RNA isolated as described in
Fig. 2 Northern blotting (7 gg poly[AJ-RNA/lane except at 48 h
where 4 pig/lane was used) and hybridizations with IL-2, IFN-', and
TfR %were performed as described in Fig. 2.

36 hiin these two experiments. Interestingly, at earlier times (624 h) in each experiment, it appeared that calcitriol augmented
the alAccumulation of TfR mRNA relative to controls. Though
simnil ar to observations with IL-2 and IFN-7 mRNA, the increase
in TfR mRNA accumulation in calcitriol-treated cells relative
to co]ntrol cells seen at 6-12 h (Figs. 2 and 3) and 24 h (Fig. 4)
was nnore apparent. The slightly different rates at which the effect
of calIcitriol is noted may be due to donor variation, as different
sets a f donors were used in each experiment. Finally, the selectivity ofthis activity of calcitriol was demonstrated by the finding
that (despite a significant reduction in the level of IL-2, IFN-'y,
and TfR mRNAs with calcitriol treatment, comparable levels
of aci tin mRNA were observed throughout (Figs. 2 and 3).

Discbussion
In thiis paper, we examined the immunomodulating activity of
calcittriol at both the cellular and molecular level. IL-2 and IFNy pro)duction have been shown to accompany T cell activation.
We h,ave found that calcitriol inhibits IFN-y production by PHAstimuilated T cells with a concentration-dependence similar to
that c)bserved with IL-2 (1-3). Furthermore, we found that calcitrio1 reduces the level of accumulation of both IL-2 and IFNy m}RNA 20 h after stimulation. Time course studies of IL-2
and I]FN--y mRNA accumulation after T lymphocyte stimulation
are clomparable, which suggests coordinate regulation of their
expre ssion. Moreover, the time course of the reduction by calcitrio1 of IL-2 and IFN-'y mRNA levels was similar. These data
there: fore suggest that the reduction in IFN-y mRNA accumulatiori by calcitriol is not due to decreased IL-2 production.
Rathcer, the decreased levels of IL-2 and IFN-'y mRNA expression
effect-ed by calcitriol treatment may be mediated through a cormmon pathway. In addition, consistent with our earlier observations on IL-2 production (4), no significant reduction in either
IL-2 ior IFN-,y mRNA is seen with calcitriol treatment in the
first ii2 h after lectin stimulation.
These findings demonstrate that calcitriol, like cyclosporin
A an(d glucocorticoids, can specifically regulate the production
of bo th IFN-'y and IL-2 and that these effects are apparent at
the le*vel of the mRNAs that specifically encode these proteins.
Thesee effects appear to be relatively specific, with both levels of
actin mRNA and Tac antigen expression (10) not significantly
affectLed by calcitriol treatment. Whether these changes are due
1662
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to decreased RNA transcription, or increased degradation of IL2 or IFN-y mRNA, has not been established. Studies of the
effect of calcitriol treatment on nuclear transcription and message
,
stability will help address these issues.
In contrast to glucocorticoids (15), resting T cells do not
express a receptor for calcitriol unless activated (4, 5). Consistent
with this observation, calcitriol did not inhibit the initial increase
in cellular RNA that accompanies early T cell activation (GoG1A transition) (10). Rather, calcitriol appeared to specifically
inhibit GlA-GlB transition and the acquisition of TfR, both of
which have been shown to be IL-2-dependent events (27-29).
Our findings here illustrate that calcitriol does not significantly
reduce the level of IL-2 or IFN-y mRNAs for at least the first
6-12 h, whereas TfR mRNA accumulation is not inhibited for
the first 24 h. These observations are consistent with the possibility that until vitamin D receptors are induced in T cells, calcitriol cannot effect any changes in the level of expression of
these products of T cell activation. Alternatively, vitamin D receptors may be induced quite early (< 6 h) in T cell activation,
but the process that regulates the level of IL-2, IFN-y, and TfR
mRNA expression may only become sensitive to the inhibitory
action of calcitriol after 6-12 h. Either possibility is consistent
with our findings that calcitriol blunts, but does not totally abrogate, the production of these lymphokines or the expression
of TfU by activated T lymphocytes.
The rapid (6 h) induction of most of IL-2 mRNA by PHA
seen in our first experiment is consistent with that previously
reported using either the Jurkat cell line or PBMC (21, 30). This
is in contrast to the levels of IL-2 mRNA as measured by Xenopus laevis oocyte assay, where peak levels of IL-2 production
were found with mRNA that was obtained 20 h after lectin stimulation (26, 31). These different observations may result from
different assay techniques: levels of IL-2 mRNA measured by
hybridization of a cDNA probe may not accurately reflect the
utility of this IL-2 mRNA in a Xenopus oocyte translation system. Another possibility is suggested by our observation that IL,
2 mRNA expression appears to initially decline at 12 h in each
experiment followed by an increased accumulation at 24 h. It
may be that a second peak in IL-2 mRNA expression occurs
between 12 and 24 h. Such a finding would be consistent with
the observation that T cell activation occurs in an asynchronous
fashion (32). Thus, in a heterogeneous population of T cells
stimulated with lectin, different T cells might be activated to
express IL-2 mRNA at different times. The demonstration that
calcitriol inhibits IL-2 and IFN-'y mRNA at 20-24 h could possibly reflect the sensitivity to vitamin D of T cells that are activated later. It is unlikely, however, that differential rates of
activation of CD4+ and CD8+ T cells could account for these
effects, since we have observed equivalent sensitivity and kinetics
of each of these T cell subsets to the antiproliferative activity of
calcitriol (33).
Not accounted for by these hypotheses is the slight but consistent and specific increase in mRNA for IL-2 and IFN-'y we
observe at 6 h with calcitriol treatment relative to controls. Similar, more dramatic augmentation of mRNA accumulation with
calcitriol treatment was observed with TfR in each experiment
before any inhibition was observed. Calcitriol may induce this
biphasic response directly on the T cell, first stimulating initial
T cell activation, followed by a specific inhibition of IL-2, IFNoy, and TfR mRNA accumulation. Alternatively, this early augmentation of IL-2, IFN-'y, and TfR mRNA accumulation may
be mediated through the effect of vitamin D compounds on

accessory cell function. Interleukin 1 (IL-1) production by accessory cells has been shown to be important in T cell activation
(34-36). Calcitriol has been found to augment IL-I production
by monocytes (36), perhaps resulting in more rapid, efficient T
cell activation. Increases in cytoplasmic-free calcium have been
implicated in both initial T cell activation (37, 38) as well as IL1 production by monocytes (39). Recent work has demonstrated
that calcitriol can induce rapid increases in cytoplasmic-free calcium (40), which suggests a mechanism that could account for
either of these activities. Since induction of TfR expression on
T cells is dependent on an interaction of IL-2 with its receptor
(27), the augmentation in TfR mRNA observed with calcitriol
at 6 and 12 h may be a consequence of increased IL-2 message
and subsequent IL-2 production. Alternatively, calcitriol could
directly effect this biphasic response on all the genes involved
in T cell activation that are susceptible to its action.
These data demonstrate the specificity of calcitriol in modulating T cell activation and proliferation as well as lymphokine
production. The conversion by monocytes and macrophages of
25-hydroxyvitamin D3 into calcitriol may therefore represent a
negative feedback loop on T cell proliferation and IFN-'y production. Once adequate levels of macrophage activation are
achieved, local production of calcitriol may regulate T lymphocyte-driven immune reactivity and inflammation. Calcitriol may
thus be unique as a steroid hormone produced both by and for
cells of the immune system.

Acknowledaments
The authors would like to thank the Wellcome Foundation Ltd. for their
generous provision of the IFN-'y cDNA and IFNG-L8-9. The human
IL-2, TfR, and actin cDNA clones were the generous gifts of Drs. Nikki
Holbrook, Frank Ruddle, and Ron Patterson, respectively. We also wish
to thank Dr. Elmer Pfefferkorn for performing the IFN-y bioassays.
This work was supported by National Cancer Institute grants CA00922 and CA-31918, and a grant from the Hitchcock Foundation. Dr.
Rigby is a recipient of an Arthritis Investigator Award from the Arthritis

Foundation (Atlanta, GA).

References
1. Rigby, W. F. C., T. Stacy, and M. W. Fanger. 1984. Inhibition of
T lymphocyte mitogenesis by 1,25-dihydroxyvitamin D3 (calcitriol). J.
Clin. Invest. 74:1451-1455.
2. Tsoukas, C. D., D. M. Prowedini, and S. C. Manolagas. 1984.
1,25-dihydroxyvitamin D3: a novel immunoregulatory hormone. Science
(Wash. DC). 224:1438-1440.
3. Lemire, J. M., J. S. Adams, R. Sakai, and S. C. Jordan. 1984.
1,25-dihydroxyvitamin D3 suppresses proliferation and immunoglobulin
production by normal human peripheral blood mononuclear cells. J.
Clin. Invest. 74:657-661.
4. Bhalla, A. K., E. P. Amento, T. L. Clemens, M. F. Holick, and
S. M. Krane. 1985. Specific high-affinity receptors for 1,25-dihydroxyvitamin D3 in human peripheral blood mononuclear cells: presence in
monocytes and induction in T lymphocytes following activation. J. Clin.
Endocrinol. Metab. 57:1308-1310.
5. Provvedini, D. M., S. C. Manolagas, and L. J. Deftos. 1983. 1,25dihydroxyvitamin D3 receptors in human leukocytes. Science (Wash.
DC). 221:1181-1183.
6. Adams, J. S., and M. A. Gacad. 1985. Characterization of 1-alpha
hydroxylation of vitamin D3 sterols by alveolar macrophages from patients with sarcoidosis. J. Exp. Med. 161:755-765.
7. Barbour, G. L., J. W. Coburn, E. Slatopolsky, A. W. Norman,
and R. W. Horst. 1981. Hypercalcemia in an anephric patient with sarcoidosis:evidence for extrarenal generation of 1,25-dihydroxyvitamin D3.
N. Engl. J. Med. 305:440-443.

8. Gkonos, P. J., R. London, and E. D. Hendler. 1984. Hypercalcemia
and elevated 1,25-dihydroxyvitamin D3 levels in a patient with end-stage
renal disease and active tuberculosis. N. Engl. J. Med. 311:1683-1685.
9. Koeffler, H. P., and A. W. Norman. 1985. Gamma interferon
stimulates production of 1,25-dihydroxyvitamin D3 by normal macrophages. Biochem. Biophys. Res. Commun. 127:596-603.
10. Rigby, W. F. C., R. J. Noelle, K. Krause, and M. W. Fanger.
1985. The effects of 1,25-dihydroxyvitamin D3 on human T lymphocyte
activation: a cell cycle analysis. J. Immunol. 135:2279-2286.
11. Chirgwin, J. M., A. E. Przybyla, R. J. MacDonald, and W. J.
Rutter. 1975. Isolation of biologically active ribonucleic acid from sources
enriched in ribonuclease. Biochemistry. 18:5294-5299.
12. Holbrook, N. J., K. A. Smith, A. J. Fornace, R. L. Wiskocil, and
G. R. Crabtree. 1984. T-cell growth factor complete nucleotide sequence
and organization of the gene in normal and malignant cells. Proc. Natd.
Acad. Sci. USA. 81:1634-1638.
13. Engel, J. N., P. W. Gunning, and L. Kedes. 1981. Isolation and
characterization of human actin genes. Proc. Natd. Acad. Sci. USA. 78:
4674-4678.
14. Friedman, R. M., and S. N. Vogel. 1983. Interferons with special
emphasis on the immune system. Adv. Immunol. 34:97.
15. Gillis, S., G. R. Crabtree, and K. A. Smith. 1979. Glucocorticoidinduced inhibition of T cell growth factor production. I. The effect on
mitogen-induced lymphocyte proliferation. J. Immunol. 123:1624-163 1.
16. Larsson, E.-L. 1980. Cyclosporin A and dexamethasone suppress
T cell responses by selectively acting at distinct sites of the triggering
process. 1980 J. Immunol. 124:2828-2833.
17. Reem, G. H., L. A. Cook, and J. Vilcek. 1983. Gamma interferon
synthesis by human thymocytes and T lymphocytes inhibited by cyclosporin A. Science (Wash. DC). 221:63-65.
18. Kelso, A., and A. Munck. 1984. Glucocorticoid inhibition of
lymphokine secretion by alloreactive T lymphocyte clones. J. Immunol.
133:784-791.
19. Manolagas, S., and L. J. Deftos. 1980. Internalization of vitamin
D3 metabolites by cultured osteogenic sarcoma cells and their application
to a non-chromatographic assay for 1,25-dihydroxyvitamin D3. Biochem.
Biophys. Res. Commun. 95:596-602.
20. Arya, S. K., F. Wong-Stial, and R. C. Gallo. 1984. Dexamethasone-mediated inhibition of human T cell growth factor and gamma
interferon messenger RNA. J. Immunol. 133:273-276.
21. Kronke, M., W. J. Leonard, J. M. Depper, S. K. Arya, F. WongStaal, R. C. Gallo, T. A. Waldmann, and W. C. Green. 1984. Cyclosporin
A inhibits T cell growth factor gene expression at the level of mRNA
transcription. Proc. Natl. Acad. Sci. USA. 81:5214-5218.
22. Hirano, T., K. Fujimoto, T. Teranishi, N. Nishino, K. Onove,
S. Maeda, and K. Shimada. 1984. Phorbol ester increases the level of
interleukin 2 mRNA in mitogen-stimulated human lymphocytes. J. Immunol. 132:2165-2167.
23. Kasahara, T., J. J. Hooks, S. F. Dougherty, and J. J. Oppenheim.
1983. Interleukin 2-mediated immune interferon (IFN-y) production
by human T cells and T cell subsets. J. Immunol. 130:1784-1789.
24. Vilcek, J., D. Henriksen-Destefano, D. Siegel, A. Klion, R. J.
Robb, and J. Le. 1985. Regulation of IFN-'y induction in human peripheral blood cells by exogenous and endogenously produced interleukin
2. J. Immunol. 135:1851-1856.
25. Kronke, M., W. J. Leonard, J. M. Depper, and W. C. Greene.
1985. Sequential expression of genes involved in human T lymphocyte
growth and differentiation. J. Exp. Med. 161:1593-1598.
26. Efrat, S., S. Pilo, and R. Kaempfer. 1982. Kinetics of induction
and molecular size of mRNAs encoding human interleukin 2 and gamma
interferon. Nature (Lond.). 297:236-239.
27. Neckers, L. M., and J. Cossman. 1983. Transferrin receptor induction in mitogen-stimulated human T lymphocytes is required for
DNA synthesis and cell division and is regulated by interleukin 2. Proc.
Natl. Acad. Sci. USA. 80:3494-3498.
28. Kuhn, L. C., A. McClelland, and F. H. Ruddle. 1984. Gene
transfer, expression, and molecular cloning of the human transferrin
receptor gene. Cell. 37:95-103.

Regulation of T Cell Activation by Calcitriol

1663

29. Bettens, F., F. Kristensen, C. Walker, U. Schwulera, G. D. Bonnard, and A. L. de Weck. 1984. Lymphokine regulation of activated
(G,) lymphocytes. II. Glucocorticoid and anti-Tac-induced inhibition of
human T lymphocytes. J. Immunol. 132:261-265.
30. Reed, J. C., J. D. Alpers, P. C. Nowell, and R. G. Hoover. 1986.
Sequential analysis of protooncogenes during lectin-stimulated mitogenesis of normal human lymphocytes. Proc. Nail. Acad. Sci. USA. 83:
3982-3986.
31. Efrat, S., and R. Kaempfer. 1984. Control of biologically active
interleukin 2 messenger RNA formation in induced human lymphocytes.
Proc. Natl. Acad. Sci. USA. 81:2601-2605.
32. Cantrell, D. A., and K. A. Smith. 1984. Transient expression of
interleukin 2 receptors:consequences for cell growth. J. Exp. Med. 158:
1895-1911.
33. Rigby, W. F. C., B. Yirinec, R. L. Oldershaw, and M. W. Fanger.
Comparison of the effects of 1,25-dihydroxyvitamin D3 on T lymphocyte
subpopulations. Eur. J. Immunol. In press.
34. Rosenstreich, D., and S. B. Mizel. 1979. Signal requirements for
T lymphocyte activation. I. Replacement of macrophage functions with
phorbol myristic acetate. J. Immunol. 123:1749-1754.
35. Kaye, J., S. Gillis, B. Mizel, E. M. Shevach, T. R. Malek, C. A.

1664

W F. C. Rigby, S. Denome, and M. W Fanger

Dinarello, L. B. Lachman, and C. A. Janeway. 1984. Growth of a cloned
helper T cell line induced by a monoclonal antibody specific for the
antigen receptor: interleukin 1 is required for the expression of receptors
for interleukin 2. J. Immunol. 133:1339-1345.
36. Bhalla, A. K., E. P. Amento, and S. M. Krane. 1986. Differential
effects of 1,25-dihydroxyvitamin D3 on human lymphocytes and monocytes/macrophages. Cell. Immunol. 98:311-320.
37. Weiss, A., J. Imboden, D. Shoback, and J. D. Stobo. 1984. Role
of T3 surface molecules in human T cell activation:T3-dependent activation results in an increase in cytoplasmic free calcium. Proc. Natl.
Acad. Sci. USA. 81:4169-4173.
38. Weiss, M. J., J. F. Daley, J. C. Hodgdon, and E. C. Reinherz.
1984. Calcium dependency of antigen-specific (T3-Ti) and alternative
(Tl 1) pathways of human T cell activation. Proc. Natl. Acad. Sci. USA.
81:6836-6840.
39. Matsushima, K., and J. J. Oppenheim. 1985. Calcium ionophore
(A23187) increases interleukin 1 production by human peripheral blood
monocytes and interacts synergistically with IL-I to augment concanavalin
A-stimulated thymocyte proliferation. Cell. Immunol. 90:226-236.
40. Baran, D. T., and M. L. Milne. 1986. 1,25-Dihydroxyvitamin
D3 increases hepatic cytosolic calcium levels:a potential regulator of vitamin D-25-hydroxylase. J. Clin. Invest. 77:1622-1626.

